Isolation of yeast strains from spontaneous fermentations

17
The grapes were collected in different vineyards from the Bairrada Appellation 18 in appropriate sterile bags and sent to the laboratory in cooled boxes. In the laboratory,
19
grapes were crushed in a bag in aseptic conditions and the resulting must was 20 transferred to a sterile 500 mL Erlenmeyer (Duran, Mainz, Germany). All fermentations 21 were carried out at room temperature and monitored every day by measuring the weight 22 loss. At the end of the fermentation (70 g/L weight loss), 100 mL were collected, and 23 filtered into falcon tubes (VWR international, Radnor, PA, USA 
Candida colliculosa 810
Torulaspora delbrueckii 803
Candida glabrata 800
Hanseniaspora uvarum Kloeckera apiculata 760
Saccharomyces ludwigii 758
Zygosaccharomyces baiili 750
Candida boidinii 700
Kluyveromyces thermotolerans 682
Candida tenuis 680
Candida famata Debarymoces hansenii 656
Candida zeylanoides 620
Pichia guilliermondii 606
Candida norvegica 580
Candida albicans Candida tropicalis 550
Candida parapsilosis 520
Dekkera anómala 514
Brettanomyces bruxellensis Candida stellata Dekkera intermédia Pichia membranaefaciens
500
Issatchenkia orientalis 494
Candida sake Pichia fermentans Pichia kluyveri
470
Dekkera bruxellensis 459
Metschnikowia pulcherrima 390
83
Genomic fingerprinting by interdelta region amplification
84
Saccharomyces cerevisiae were genotyped by electrophoretic profiling of 85 interdelta sequence. DNA amplification was performed recurring to primers d12 (5'-
86
TCA ACA ATG GAA TCC CAA C-3') and d2 (5'-GTG GAT TTT TAT TCC AAC-87 3'). Sint-Martens-Latem, Belgium) and clustered according to their similarities.
99
Using this method we have grouped the 1789 S. cerevisiae in 313 strains that 100 were phenotyped as explained in the S2 Protocol from Supporting information. 
